The cloning, purification, and initial characterization of the β-carbonic anhydrase (CA, EC 4.2
Introduction
Carbonic anhydrases (CA, EC 4.2.1.1) catalyze the simple but physiologically crucial interconversion of carbon dioxide and water into bicarbonate and protons: CO 2 + H 2 O HCO 3 − + H + [1] [2] [3] [4] [5] . These metalloenzymes are indispensable for maintaining the physiological equilibrium of the dissolved CO 2 , H 2 CO 3 , HCO 3 − , and CO 3 2− , which are metabolites essential for the biosynthesis and energy metabolism of organisms [5] [6] [7] [8] [9] . Thus, the survival of a microbe will be compromised by restricting the access of a pathogen to these metabolites. Interference with pH regulation, as well as metabolic pathways connected with the inhibition of CA activity, has begun to be considered for obtaining new anti-infective agents [10] [11] [12] [13] [14] , in addition to applications of such agents for antitumor therapies [14] [15] [16] [17] -the field in which this approach was validated after more than a decade of strenuous research efforts [6, 7, [18] [19] [20] [21] . Indeed, the 21st century has been affected by the spread of antibiotic resistance, and consequently, the improvement of the pharmacological arsenal against pathogens is needed [22] [23] [24] [25] [26] . Most of the existing antibiotics target a microorganism's cellular functions, such as the synthesis of proteins, nucleic acids, cell walls, or folate [27] [28] [29] . Generally, the identification of novel drug targets follows criteria pointing to pathogen survival and absence from the human genome [30] [31] [32] . Recently, it has been demonstrated that the CA superfamily represents a valuable member of new macromolecules affecting the growth of microorganisms or making them vulnerable to host defense mechanisms [32] [33] [34] . Targeting CAs from pathogens belonging to various species of bacteria, fungi, and protozoans may lead to anti-infectives with new mechanisms of action different from the clinically used agents [34] [35] [36] [37] . Among the fungal pathogens investigated in detail, Malassezia globosa (MgCA) represents a particular case [38] [39] [40] [41] , because the β-CA encoded in the genome of this fungus was shown to be a druggable target [41] . Indeed, several effective in vitro MgCA inhibitors belonging to the sulfonamide type were also shown to have significant antifungal effects in vivo, in an animal model of dandruff [42] [43] [44] . Thus, after considering the significant drug resistance problems with azoles and other antifungals [45] [46] [47] [48] [49] , MgCA was validated as a possible antifungal target.
Recently, it has been demonstrated that, rather than one particular Malassezia sp. being involved, a complex bacterial and fungal equilibrium is involved in dandruff [50] [51] [52] [53] [54] [55] [56] . Another Malassezia species, Malassezia restricta is also involved in triggering the disequilibrium between the commensals Cutibacterium acnes (formerly named Propionibacterium acnes) and Staphylococcus sp., both of which contribute to dandruff and seborrheic dermatitis symptoms [50] [51] [52] 57] . Furthermore, the genome of this pathogen was recently decoded and was published [57] , making it possible to search for potential drug targets and the corresponding agents that may interfere with them. For this reason, we decided to investigate the analogous enzyme from MgCA, which should also be present in the genome of M. restricta. here, we report on the cloning, purification, and characterization of the β-CA from the pathogenic fungus, M. restricta (MreCA).
Results and Discussion

MreCA Features
The genome of M. restricta contains a region of 690 bp encoding for a polypeptide chain of 230 amino acid residues and is homologous to the β-CA identified in the genome of M. globosa (MgCA). To show the relevant degree of homology existing between these enzymes, MreCA was aligned with MgCA and Cryptococcus neoformans CA (Can2) [58, 59] , as shown in Figure 1 .
MreCA contains all the typical features of β-CAs, including the three residues that are involved in the catalytic mechanism of the enzyme, acting as zinc ligands (two cysteines and one histidine). It also contains amino acid residues, including the catalytic dyad that consists of an aspartate and an arginine, which are involved in the activation of the zinc-coordinated water molecule responsible for nucleophilic attack [38] [39] [40] [41] [42] [43] [44] [45] 58, 59] (Figure 1 ). To better investigate the relationships between MreCA and the β-CAs identified in other species, such as insects, plants, fungi, algae, and bacteria, the most parsimonious phylogenetic tree has been constructed (Figure 2 ), which takes into account all the amino acid substitutions that differentiate β-CAs from various organisms indicated in Table 1 .
The genome of M. restricta contains a region of 690 bp encoding for a polypeptide chain of 230 amino acid residues and is homologous to the β-CA identified in the genome of M. globosa (MgCA) . To show the relevant degree of homology existing between these enzymes, MreCA was aligned with MgCA and Cryptococcus neoformans CA (Can2) [58, 59] , as shown in Figure 1 . Table 1 .
From the dendrogram reported in Figure 2 , MreCA appears to be closely related to the β-CAs identified in the genome of the other Malassezia species. Intriguingly, the MreCA and MgCA clusters included the β-CA encoded by the genome of the pathogenic fungus Ustilago maydis, which is responsible for a plant disease known as common corn smut [60] . It has been reported that the genomes of M. restricta and globosa encode for many extracellular hydrolases, such as lipases, phospholipases, aspartyl proteases, and acid sphingomyelinases, which are phylogenetically close to those encoded by the U. maydis genome [60] . The dendrogram in Figure 2 also shows that the Malassezia β-CAs are neighbors to the β-CA from Cryptococcus neoformans (Can2). They are clustered distinctly away from the other β-CAs found in the genome of fungi, such as Candida albicans, Saccharomyces cerevisiae, Dekkera bruxellensis, Ogataea parapolymorpha, Aspergillus fumigatus, Sordaria macrospora, Trichosporon asahii, and Schizosaccharomyces pombe. This result may be the consequence of a gene duplication event indicating an ancestral β-CA gene in these two groups of fungi. Furthermore, Malassezia CAs are in the same cluster as the β-CAs from plants ( Figure 2 ).
in the catalytic mechanism of the enzyme, acting as zinc ligands (two cysteines and one histidine). It also contains amino acid residues, including the catalytic dyad that consists of an aspartate and an arginine, which are involved in the activation of the zinc-coordinated water molecule responsible for nucleophilic attack [38] [39] [40] [41] [42] [43] [44] [45] 58, 59] (Figure 1 ). To better investigate the relationships between MreCA and the β-CAs identified in other species, such as insects, plants, fungi, algae, and bacteria, the most parsimonious phylogenetic tree has been constructed (Figure 2) , which takes into account all the amino acid substitutions that differentiate β-CAs from various organisms indicated in Table 1 . Figure 2 . Phylogenetic tree of the β-CAs from selected prokaryotic and eukaryotic species. The tree was constructed using PhyML 3.0. For the acronyms and organism names see Table 1 .
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Expression, Purification, and Protonography
IPTG (Isopropyl β-D-1-thiogalactopyranoside) induction of Escherichia coli BL21 (DE3) cells transformed with the plasmid pET100D-Topo/MreCA resulted in the production of the recombinant MreCA as a fusion protein containing a His-tag tail at its N-terminus. After sonication and centrifugation, most of the CA activity was recovered in the soluble fraction of the E. coli cell extract. Using an affinity column (His-select HF (High Flow) nickel affinity gel), MreCA was purified to homogeneity, as shown by the appearance of the SDS-PAGE results (material not intended for publication). Samples of the purified MreCA were loaded onto the gel and subjected to protonography to investigate its hydratase activity via SDS-PAGE. Protonography is a powerful technique, which allows the detection of pH variation on polyacrylamide gel due to the CA-catalyzed conversion of CO 2 into bicarbonate and protons [61, 62] . The production of ions (H + ) during the CO 2 hydration reaction can be visualized as a yellow band on the polyacrylamide gel (Figure 3) . The developed gel is called a protonogram.
protonography The MreCA protonogram in Figure 3 shows a band corresponding to a monomer with an apparent molecular weight of about 27.0 kDa. The predicted molecular mass of the enzyme fused to the His-tag tail resulting from its amino acid sequence was 27.0 kDa. It is interesting to note that, as was found for other CA classes belonging to prokaryotic and eukaryotic organisms, MreCA was able to correctly refold, generating the active enzyme after removing SDS from the gel before developing the protonogram. Commercial bovine CA was used as a positive control. Table 1 . The accession numbers of the β-CA sequences used in the phylogenetic analysis. Groups, organism names, and acronyms are reported.
Group
Organism Name Acronym Accession Number Bacteria The MreCA protonogram in Figure 3 shows a band corresponding to a monomer with an apparent molecular weight of about 27.0 kDa. The predicted molecular mass of the enzyme fused to the His-tag tail resulting from its amino acid sequence was 27.0 kDa. It is interesting to note that, as was found for other CA classes belonging to prokaryotic and eukaryotic organisms, MreCA was able to correctly refold, generating the active enzyme after removing SDS from the gel before developing the protonogram. Commercial bovine CA was used as a positive control. 
Determination of the Kinetic Constants
Using stopped-flow techniques, the kinetic parameters were determined for the purified recombinant MreCA using CO 2 as a substrate. The data in Table 2 demonstrate that MreCA shows a catalytic activity higher than that of MgCA, with the following kinetic parameters: k cat of 1.06 × 10 6 s −1 and k cat /K M of 1.07 × 10 8 M −1 s −1 . Therefore, when compared with the high-activity human isoform hCA II, it is only slightly less effective as a catalyst for CO 2 hydration. Furthermore, the activity is highly inhibited by acetazolamide, the clinically used sulfonamide inhibitor, with an inhibition constant of 50.7 nM, as seen in Table 2 . Thus, the two Malassezia enzymes, MgCA and MreCA, show a net difference in their sensitivity to this sulfonamide, with the first one being quite resistant to the inhibitor and the second one being quite sensitive. It is interesting to stress the fact that β-CAs are missing in the genome of Cutibacterium acnes and Staphylococcus epidermidis, the two most abundant bacteria found on the human scalp. Thus, the synthesis of new drugs capable of interfering with MreCA and MgCA activity will not influence the catalytic mechanism of the CAs encoded by the scalp microbes, preserving not only the integrity of the human skin, but also avoiding interference with human CAs, because the human genome only encodes CAs belonging to the α-class. Table 2 . Kinetic parameters for the newly obtained enzyme from MreCA, compared with the human hCA II (α-class) and the β-class enzyme from MgCA at 25 • C, pH 8.3 in 20 mM Tris buffer and 20 mM NaClO 4 , for the CO 2 hydration reaction. 
Materials and Methods
Cloning and Purification of MreCA
The genome of M. restricta used in this study to retrieve the amino acid sequence was recently published [57] . The amino acid sequence of MreCA is shown in Figure 1 . It was back translated into the nucleotide sequence and optimized for codon usage to increase its expression in E. coli cells. The synthetic M. restricta gene, as obtained from GeneArt Company (Milan, Italy), contained four base-pair sequences (CACC) necessary for directional cloning at the 5 end of the MreCA DNA gene.
The fragment was cloned into the expression vector pET100/D-TOPO (Invitrogen, Carlsbad, CA, USA), creating the plasmid pET100D-Topo/MreCA. Competent E. coli BL21 (DE3) codon plus cells (Agilent, Santa Clara, CA, USA) were transformed with the pET100D-Topo/MreCA. The level of expression of the target protein was improved by varying the time and temperature of induction and the concentration of the inducer (IPTG). After growth, the cells were harvested and disrupted by sonication at 4 • C in 20 mM of phosphate buffer, pH 8.0. Following sonication, the sample was centrifuged at 1200× g at 4 • C for 30 min. The supernatant was loaded onto a His-select HF nickel affinity column. The MreCA was eluted with 0.02 M phosphate buffer (pH 8.3) containing 250 mM imidazole and 0.5 M NaCl at a flow rate of 1.0 mL/min. Fractions were collected and dialyzed. At this stage of purification, the enzyme was at least 80% pure, and the obtained recovery was of 0.1 mg of the recombinant MreCA per liter of culture. The catalyst showed activity after undergoing the protonography test [61, 62] (Figure 3) and via a kinetic, stopped-flow CO 2 hydrase assay [63] (Table 2 ).
Protonography
Wells of 12% SDS gel were loaded with MreCA or the commercial bovine CA (Sigma, St. Louis, MO, USA), mixed with Laemmli loading buffer containing SDS (1% final concentration) but without 2-mercaptoethanol. In order to avoid protein denaturation the samples were not boiled. The gel was run at 150 V until the dye front moved off the gel. Following electrophoresis, the 12% SDS gel was subjected to protonography in order to detect the MreCA hydratase activity on the gel as described by Capasso et al. [61, 62] .
SDS-PAGE, Primary Structure, and Phylogenetic Analysis
Sodium dodecyl sulfate (SDS) polyacrylamide gel electrophoresis (PAGE) was performed using 12% gels as described previously [61, 62, 64] . Multiple amino acid sequence alignment of the amino acid sequences of the β-CAs from the different species was performed with the program CLUSTAL W, version 2.1 [65] . The phylogenetic tree of β-CAs from the selected prokaryotic and eukaryotic species was constructed by using the program PhyML 3.0 [66] .
CA Activity Measurements
An applied photophysics stopped-flow instrument was used for assaying the CA-catalyzed CO 2 hydration activity [19] . Bromothymol blue (at a concentration of 0.2 mM) was used as an indicator, working at the absorbance maximum of 557 nm, with 10-20 mM TRIS (pH 8.3) as a buffer and 20 mM Na 2 SO 4 for maintaining the ionic strength (this anion is not inhibitory and has a K I > 200 mM against this enzyme), following the initial rates of the CA-catalyzed CO 2 hydration reaction for a period of 10-100 s. In order to determine the kinetic parameters and inhibition constants, the CO 2 concentrations ranged from 1.7 to 17 mM. For each measurement, at least six traces of the initial 5%-10% of the reaction were used for determining the initial velocity, working with 10-fold decreasing inhibitor concentrations ranging from 1 nM to 10-100 µM (depending on the inhibitor potency, but at least 5 points at different inhibitor concentrations were employed for determining the inhibition constants). The uncatalyzed rates were determined in the same manner and then subtracted from the total observed rates. Stock solutions of inhibitor (0.1 mM) were prepared in distilled-deionized water, and dilutions up to 1 nM were done thereafter with the assay buffer. Inhibitor and enzyme solutions were pre-incubated together for 15 min at room temperature before assaying, in order to allow for the formation of the E-I complex. The inhibition constants were obtained by non-linear least-squares methods using the Cheng-Prusoff equation, and represent the mean from at least three different determinations. The human isoforms hCA I, II, and IX were assayed in the same conditions as above except that the working pH was 7.4, using HEPES (4-(2-hydroxyethyl)-1-piperazineethanesulfonic acid) buffer and phenol red as an indicator [63] . All enzymes were recombinant ones produced in our laboratory as described previously [58, 59, 63, [67] [68] [69] [70] .
